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ft*??- K= 

[ff#^2] Bf7~ 1 2lZjjk-tT$ 7 8fr£> 8 2 2 ^TODT^ 

-§p*^^ : foL<ttg^LfeT^ ^ fifties ^sv^miif-oy ^ j mmm$.t=. 
[»^3] @7~i zizm-rr^ ;ttf4 o^£> 1 1 2£-e<z>y$ j 

[»#^4] 07—12 JCaVTT^ JW.^ 1 1 7^P> 2 1 7 £T% #-!§■ 
2 2 7A^3 2 7*T', 3 3 4^P,4 3 3 it« £ 4 4 7*^54 7 

5 JWiffinfrhte&T.-ftKyi/-?- i/iz^z-yx^-^ yv vf- (SR 

[»#^5] i a*e> 4 ©v^-r i ^KfBlR©* y >^D^y-if 

C»#^6] ft#^i 3^e>4©v^i**i^i3SK:SB<8©-fey >^nf7-f 

1 miI# 5 P 10-3076279 
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^#W>f-/'J^XU fro, -fe y >^n^T-if, K*-f *i 

o 

[If^gl 1] ft^JKl fr£4 ©Vx-Ttifr l^lC|B«CD-fey >yor7- 

[3Sf£(Z>f¥«HfcM] 
[0 0 0 1] 

[0 0 0 2] 

[«*CDftfl5] 

tt, A«o«ffc, ifiitt£@ • tftl& iftffittft, A 

TV>SZ:i:^to^ot^5 (N e u r a t h, H. Science, 224, 3 
50-357, 1 9 8 4) . 

[0 0 0 3] " 

2 ffiSE^ 5 ? 10-3076279 
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v^-tz y >:7n^y-i? £ LTti, *SIS3!:79*s y ->f>y?^-#- (Sa 

Ppiro,A-D. ,Madani,R. ,Huarte,J. ,Belin,D. ,Kiss,J.Z. ,Wohlwent,A. ,and Vassal 
1 i , J— D . , J. Clin. Invest. ,92,679-685,1993) , hn>kf> (Monard.D, Trends Ne 
urosci., 11, 541-544, 1988). \L h bVzfi/>n (Wiegand,U. ,Corbach,S. ,Minn,A 
. , Rang, J. and Muller-Hill ,B. , Gene, 136, 167-175, 1993), ^a-n^> (Chen 
,Z-L. ,Yoshida,S. ,Kato,K. ,Momota,Y. , Suzuki ,J. ,Tanaka,T. , Ito, J. ,Nishino,H. 
,Aimoto,S. ,Kiyama,H. ,and Shiosaka,S. , J. Neurosci . , 15 (7) ,5088-5097, 1995), 
— n — □ Z/y (Yamashiro.K. ,Tsuruoka,N. ,Kodama,S. ,Tsuj imoto,M. ,Yamamura,Y 
. ,Tanaka,T. ,Nakazato,H. ,and Yamaguchi ,N. ,Biochim.Biophys. Acta, 1350, 11-14 
, 1997) & tlT V* 5 . 

[0 0 0 4] 

#2©5t£*lTV>£ (Liu,Y. .Fields, R.D. , Fitzgerald, S. ,Festoff ,B.W. ,and Nels 
on.P.G. ,J.Neurobiol,25,325,1994)„ 

[0 0 0 5] 

;i/K^> f>, EGF-likei l , yjyif-mm.. T-carboxygl 

utamic acid >f &tfJC7 y y°jV F* >f if©*5S SrN^tSg 
{RUC^l/TV^S (Fur ie, B. , and Fur ie, B.C., Cell, 53, 505-518, 1988) „ 

[0 0 0 6] 

^ y k*>T 7 ^\Ay y&ZTfV is^Tiru tfiKOffi^ 

3 ffiUE^^ 10-3076279 
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lb 5:^" 1/ (Scanu,A.M.and Edelstein,C. .Biochimica.Biophysica. Acta, 1256, 1-1 
2,1995) , Jlil«i|SR**fCfeV\Ttt, Ml/t7>f 7V >iC>^;*^ 7 -y>T>7 
y >40l/F*>f >&?>LT*g£U aS«JC»g#Ufc^^^>S 

, zf^*$ J ->fyft^<D>; y F*-f t*^e>^iu& y (ca 

o,Y. ,Ji ,R.W. .Davidson, D. , Scalier, J. , Marti ,D. ,Soehndel ,S. ,McCance,S.G. ,0' 
Re i 1 1 y , M . S . , LI inas , M . , and Fo 1 kman , J . , J . B i o 1 . Chem . , 271 , 2946 1-29467 , 1 996) 

, * y y 9 to F* -f >*3g#3ft©^3a?gtt««*j«)Ta«Snfc. 
[0 0 0 7] 

^-Ut^-^f-f>V9f (SRCR) F*>f at©* 
>A^jR»i:LT, t^^D7>f'J>C^SfiI, h (Sperac 

t) Iz-fe^"*-, 3>^U^>h77j'*-I, CD5, CD6&^0#4*5tt 
£>tlT (Resnick,D. .Pearson, A. ,and Krieger,M. .Trends. Biochem. Sci . ,19, 
5-8,1994) „ 
[0 0 0 8] 

StT?*S(Z>lC>tfLT, X^7^b (Speract) 7 T * * -*J>C D 5 

^>/^Icd 6 t^ts 3? >;^s^jgffifbajfii3iii^ (ALCAM) 
•e&sifctfii^fflsju cd6<z)srcr F^>r>*5iJc|g^&iB*«**iii 

tffrj^ofe (Whitney, G.S. .Starl ing,G.C. .Bowen.M. A. .Modrel 1 ,B. .Siadak.A.W. 

^and-Ar4iff^i-,J.tol-Xhem^^^^ 

[0 0 0 9] 

CD 6©y K-pftSALCAMtt, JSffift'J ^/f^-a-n^ 
JC^LTV>6ii:^&*lTfey, CD6tt, ALCAMilCDffllMS^l 
T * IC W Z> m.^n<DmW IZ - j£ Offilfflrtttg &*fcUTV*<5ifc# 

4 ffiSE#¥ 10-3076279 
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o xmm bx ^ & & © t # a e> tir v> 3 e 

[0 0 10] 
[0 0 1 1 ] 

n- K-T* c DNAC&<##SftTv*51K«&:7n--:/fc UT^v\ 5' mm 
[0 0 12] 

[jyfriftfcg^] 

T^^-feU >^D-^T-if c DN ACD^ n-^>^l±. S 

U ffR.lfecDNA5>f^7y-fct , ;>^nf7-^ ! Ef-7.S:tit 

[0 0 13] 

■f-0>*§*, #&lg#E>a:, ?9^BSSP-3i:^lfe2. 7 kbtf) c D N A 
^itSZliliC^bt. #£>ftfccDNAK2*J£W£JCJ:yW'*fc«Jll, ^ 
f^BSSP-3 cDNAii, -fey >^n^T-if F^-f >lf^ l JT'4< * U 

5 ffil£#¥ 10-3076279 
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*B SSP-3 cDNAlt lo0^y>^l/K^^f>, 3 o (Z) X # 'O 
[0 0 14] 

#IibfcV^^B S S P- 3 cDNA^S:^n-^bt, 
&ffi£ff£<fctfV?XFw#S&lC£tf5v?*B SSP-3 mRNA<£>5S3!$:Bt 

SSP-3 mRNA©»3Stt/MKT*tt88«>&*l3&3^ofe. M*#M*MteW2K. 
sH*-r<5o Z.<DZL£.fr*>^ V)^BS SP-3 mRNAH ^BJC^tf:*!!!* 

[0 0 15] 

$£IC. V?2BSSP-3 cDNA&^n-^ClTt McD.NA7^ 
— HhBSSP-3 cDNASrftfSZ: 
^iCJ&^Lfc,, ^©jjglH, ##lg#£>«:, thBSSP-3cDNA^7^B 
SSP-3 cDN A<D—?kM&frb^MZtl&%(D£.temb-frlzmteV. 1 

* u y#fr F*-f >, 4 yv y ^ F*^r 

>£J:tf 1 o©-fe 'J>yar7-t*K^>f>S:3- F LT 3 £ £ffi e>fric L 
fee ^##9«:^16#l3fC|a«"rs. ££IC. thBSSP-3 c 

DNAflD^t'J >:/D^7-1ff£B#:w^«£3- FtSDNA^COS - 

jL.mnfi-g^g l fe * . ffi g.fr tcBSgsi ?s# » ttottMB * > 7\° ^ w?as a r » 

ffie>frtcLfc. ^#ffl%i6i6«4K:fla*'r*„ 

[0 0 16] 

J£il±©*g*fre>, 4-E#«ILfcV>>lfeJ;tJft hB SSP-3 cDNAH 
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[0 0 17] 

#3* w ic & w * mrnmrn # > a * » - &*5t±tt<& «f*:*tB&3rr&£i: 

©!SiU$:^feLTV>S 0 bfc^ot, M©7»>XBSSP-3 cDNAfe 
J:0t7^BSSP-3 c DN A#3- FLT^£$T^tg#>A*?ttt, # 

P-3 cDNAfe<fct;fchBSSP-3 c D N A#:3 - F LT^&fTMSfg 
[0 0 18] 

tit ic fct^m^fc b mc-tz > * x « 

» r > > ^ & ic j: s »e-f«3Kffi5i x ttfljfflr&S! % «rt8 "e & s . 

[0 0 19] 

BHEfll&n- Ft" Stt*©;*^ l/*?- FBBJUSrigftU -eti$:i®5§-r^)Zli:^T' 
[0 0 2 0] 
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[0 0 2 1] 

y *^-i£i$^K/&& (pcr) jcfcy ^n-^>^ts^i:^ts 0 

-HiS^'J -Xfc^XSfcfcMftB" , Vol. 5, No. 11, 24-60, 198 
[0 0 2 2] 

-yhLTftm^w^§§o Hi~6^fc«gi7~i 2icfa«-r<5 
a # b w £ -r s d n a & ? o - - > ^ -r -6 1 #> © - jr &u » m k & v ^ t 

J:X^l-&4lX-VA^>_CCiirrejil P rot oc ols Iji Wole ciilar Biology, J ohn W iley ft So 

[0 0 2 3] 

*»W©^*y >7n^y-if£n- Kt*DNAtiife, ftS^riHcfco 
■CfcWHTf 5 S. DNA(D^^^±^^^C^3V^Te^&DNA-a•^ 

8k MX-liZy??* F;W^>:*^A*±3 9 6DNA/RNAMi«:OTl 
T^^-efeS 0 *£oT, 01-6 £fcfcj:|g7~l 2lC5t$4x-5>5?^ u 

8 ttiU.&¥- 10-3076279 
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[0 0 2 4] 

£isTmmmft7^j^-£mzm^z>®&&%.^mn$&m. (site-dir 

ected mutagenesis) ^m^iC^o i £ =fcT*£ § (Wit 

Current Protocols In Molecular Biology, John Wiley & Sons}±, ^8^£ 

c 

[0 0 2 5] 

m.<D7$ y»^f*instiTfe*;jifcfe-fey >:7n^T--t??stt«:*£i#LTv*£3Ky 
^ >^ f, ttfia^r ^ ; wmmfr e> i r$; mtfm&z nx & y & 
fe-ty >:/n^7-i?tett&*iJ*LTv i »<52Ky f, tSfsa^T^ ;»s»o 
i ~m%iffi<D7$ ;mwi&<D7$ j yegsiit&ftTJtey fcfciz y > 
■^n5 : -r-^ffiS:fi^pLTv>s7Ky ^y?- f, $£ic&, -Lffiar^ ySMMn 

y >yn^r-i??se&jmi#LTVNS#y F&t\ a^osEM-ty >^ 

[0 0 2 6] 

>5V >^^Dr>f > (maltose-binding protein) ^ 
[0 0 2 7] 

9 ajftE4#3£ 10-3076279 
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&mttZStl&&-5lzmt. 1-3 0, #3;L<lil~ 2 0, 

tt^«li#3ti*J:^K:a8ff, 1-10, #£b<&, 1-5 

[0 0 2 8] - • • - 

*^WfCfcV%Ttt. H 1 — 6 ££ti®7~ 1 2 JC^i-^tl^tlT^ JWL 
#-^•5 1 7j^e>7 6 1 £-e$&l£5 7 8*^ 8 2 2 * T?©7 ^ y W&fflfrh 
t'J^nf7-?K^>f>, Hl~6*fettB7~l 2 1C^"TT^ 7^#-J§8 
5jfr£ 1 5 7 *T?*fe&4 o *»e> 1 1 2 £T?©y ^ yMB^Jfr^&s^ U 

F*-f >, £fc&eii~ 6^fcii07 — i 2 ic^-r-^-ti^tir^ ;t#t i 66" — 

^ e>## 2 6 6 * -e, 2 7 3^e>3 7 2^tt)b< 3 8 6*^4 8 6 

117*»6217if, #-£2 2 7*»&3 2 7S"e, ##3 3 4 
**e>4 3 3£T*, t)L<tt#t4 4 7^^>5 4 7£-e£>T$ 7 &@2#Ifr 
*'<>^-l/t^-^f'f>'Jyf (SRCR) K*>f>&«HRU 3*1 

[0 0 2 9] 

F*-f >£zi- Ft" -SDN Afcjg^&fgJgK? #-fc£p AU 

o 

[0 0 3 0] 

1 0 ftiiE^¥ 10-3076279 
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m±mz. wm^mteUfr*-?^ K£n- ^-r^m^^-r^^oizm^-r^ 
<d y v-r^mm ts^z^^y^u^- if wzmmm & n - K-r & stfc^- & # & # 

[0 0 3 1] 

«B«, #IC*»K ( Escherichia coli ) , ;ti/^xl ( B a c 
i 1 1 u s ) ffim. MstlXrti/J]s7. • ^f'jT. (B_. subtilis ) ^£ 
ffl^53i:^f 6. If4©i:L/T(iif, Mx.ity-v3jumm ( s a c c 

haromyce s ) W^tf-fr y * n ^ -fe ♦ -fe l/lfi/X- (S_. s e 

r e v i s i a e ) , ^<Z>Mttt$c£4^ M&ii«> ( Spo 
doptera frugiperda ) . =3f^ )l> — n — ( T r i c h 
oplusia ni ) , # >f 3 jfiffjfi ( Bombyx mori ) , M^MM. 

mmta hmm. -v-frmm. -wxmm^ cos-i»e ve 

roIE CHOfflUfi, L«R UD-7»R CI 2 7fE BALB/c 
3T3M, S p - 2/OfflMS«fflt4ifc«« , Tft 5. JC;!3 V*Ttt3 

[0 0 3 2] 

1 1 10-3076279 
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o 

[0 0 3 3] 

-^u ifr^fflflS*: ItliSimi an Vi rus40©ear lytiKttl 
ate^n^-^-, CMV^a=E-^-, H S V - T K -y°U =E- # - £ fctt S 

KnSiKaTcWSRJt^ (* h h b^r-fe- htfffi) , n e oitfc^ (G4 1 
8fttt) ^0 ^£^UTVA£<Z>£:fflV^(Z>jW£ L^. a: > />> > -tf- - & 

iiliSV4 0©;nW^1f-^£M^©±^£fc&T2&lC}f 

[0 0 34] 

iCi: yf?d Zl Z:*l£>tf>73tfe&M;Ui, Current Protocols in Molecul 

ar Biology, John Wiley & Sons*!, tCfB«£ tlT V^ 0 ^W©^^^**;^?^ 

[0 0 3 5] 

1 2 ffiiiE^fsp 10-3076279 
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* £ tettfIB L fc-fe U >^Uf7- if. F* >f > & L < *i e> ©gPrfr^^ K £ 

F £ D N A fcfc, ae^ffl^^^-#tC £ * fete T>?- 

[0 0 3 6] 

#|gf5!tf>-&y >^n^T--fe\ F*-f y^h<\t^(D^^9- 

Ft ith ssttaufiio-fe y >^a©3£^ic#^i- f^t/i 
fc«k«^^©-fey >^n^r-if^fci± F*^>ic#^ift&3fitt<z>igs§mi5&£: 

-fey >^n^r-^*fettF^>f >K:ovvT«fiBUfc*.as*fett-etia#^© 
tt f * >r > <d w m iz <fc y -2> r £ & x*z £ 0 

[0 0 3 7] 

±ffi©*»ffiIJIlB3H;JU ^5§^©-fe y >^nf7-f, F*-f > 

rmmL, m^tit^vy^u^r-a. F^-r ^^feii-eou^^^ F^-g- 

[0 0 3 8] 

1 3 ffitEft 5 ? 10-3076279 
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IRW#&MV>T, U-->^*f SifctCJ: yfffcfcft*. 

[0 0 3 9] 

-feu yfu-r-y—e* K*>f >*fett-t*ie»o«P4)"<^ KSttts 
* itnrn zmm-t z mx ixu 5/ 7 ^ ^ - -t?#© u * -ans 

[0 0 4 0] 

(1) -fey >^nr7-^fil#I«SfflHfcPCR 

V<>7lmRNA0iS?lt RTG-T-p r ime d first — str 
and kit (Pharmacia) S:M^TiWf CioTlfofc. f 

Jbjfofc-mJRJsLA 5 n 1 C^_6-mgX4C^UJ "f d T ^ >f7-2 /tl ( 1 it g ) £jjD 

7 0tt*10^ibfct, **T«H^Lfc. 
[0 0 4 1] 

3®iH4mRNA(C, 4/tl05xFirst strand buffe 
r (2 5 0mM Tris-HCl pH8. 3, 3 7 5 mM KC1, 15m 
M MgCl 2 ) , 1 1 © 1 0 mM dNTP, 2 n 1 © 0 . 1M DTT, 
^^;i/fcfn;ft-7tf*- h (DEPC) MbfelTOit/S # 1 (1000 

1 4 ffiftE#¥ 10-3076279 
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U) ©Super Scrip t II RT &Jn*., 3 71CT* 1 B#H^jS$-£fc„ Z. 
O bT#e>tlfeF i r s t strand c D N A b- h h btt U 

[0 0 4 2] 

yy^T-tbt, ts&mm (His) is#©rs (N-va 1 

-Leu-Thr-Al a-Al a-Hi s-Cys) &»tCSE^J#"^ : 1 
ft'Ji7-KY18 5 ( 5 ' — GT G CTC ACN GCN GCB C 
AY TG-3' ) fc.fctf^'fegSS (Se r) iSfcOr S ^ (N-G 
ly-Asp-Ser-Gly-Gly-Pro-Leu) &3£jCSg#f#-i§- : 2 
IC^-T^- U Zfv-KY 1 8 9 (3'-CCV CTR AGD CCN CCN 
GGC GA-5) S:-etl^ ? 4^^bfc : foCDS:fliV^fc 0 Taq DNA po 
lymerase ( A m e r s h a m*±) SM^t PCRl:fTofct, P C RIx 

P C RII^ (Invitroge n£fc) ici^* D — n> >f l / f- a 
[0 0 4 3] 

(2) 'J -->^V)XimRNA©#iil 
V^^^mRNAW^Sgli, Fast Track mRNA I sol at. 
ion kit (Invitrogentt) £ ffiV^Ss#©:£#lCt£o Ttf o f=. 
c -r&fc>*>, MliiLt^y7.<D±miZ 1 5mlCDL y sis Buffer 

tt. al^tl^S:MV^T2 l^-^/(Z)^*f#f-lC3IlIiiLfc©t), 5 0 mlCQ^^lcA 
[0 0 4 4] 

— ^ >^rL^^^ g_>_^. 4 0 0,0^^^_5^^Mvi> ^T4& & tl fc _h iff &-M-g>-5 

0 £A*U fz:t:5M NaCl»U&9 5 0 /tliiDAfeft, 

**1BfS:fflV^T2 l^-S?©a#«-tC3iaaL/fc. #CtC, i©**K:*U=f (dT 
) -fe^n-Xfcl&gflD*. 2#IH»W3itfc«L 1 «fW«>o < 1 

2, oooxg-e5^iaia^u ±t&i»3iLfeft, 2o«.i®^ff 

[0 0 4 5] 

1 5 ffifE#3p 10-3076279 
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1 0«l<Z)<Sm«fil»s^*T?3ia«fe^Lfe o *'Jf (dT) 

■fe/l/.n-:*«: 8 0 0 * 1 0iSg»ICiSL, xtf AlCAtw 5 0 

ooxgt'i o^ra©3s^#S3iaiiy3SLfc.- 8si£tk 200*1 

«?££#tl;*.. 5000Xgt'l 0?J>ffl<Dm'b%:2mWlVm-tZ-£.lZ& y 400/1 
l0mRNAM5:ife o mRNA ^^V\ y -^tfcJRJCj: y 

mRN A&EJXKU 2 0*1 ©DE PCMbfeI^*i:^ibfe„ 
[0 0 4 6] ' ^ 

(3) cDNA7>f^5'J-*6CD^j'lJ-->^ 
<X3Sl> cDNA©^ 

(2) T»e>tlfcmRNA 5 * 1 6 /t g ) iC^UzJdT Not 

i^^-f^-2*i (i* g ) &*n^, 7 oict'i ofrmmist^ sk^t*^ 

Lfeo z:0ifttmRNA{C, 4 * 1 © 5 x mMffiWL (2 5 0 mM T r 

is-HCl pH8. 3, 3 7 5 mM KC1, 1 5 mM MgClg ) , 1 
*l©10mM dNTP, 2 * 1 <D 0 . 1M DTT, D E P C#l3ffi Vft-MW 
zK£<fctf5*l (1 0 0 0U) ©Super Sc r i p t IIRTIr^Ix., 37 

[0 0 4 7] 

#IC, Z:©SMK9 1 m l©DEPCMbfeIf^ 30a1©5xI^ 
iilJgi (lOOmM Tris-HCl pH6. 9, 4 5 0 mM KC1, 
2 3 mM MgCl 2 , 0. 7 5 mM /3 -NAD+, 5 0 mM (NH 4 ) 2 S 
0 4 ) , 3*1010 mM dNTP, 1*1 (10U) COj^mM D N A U 
4*1 (40U)©*j»B DNA 3tf'J *^--fe*£J:tfl * 1 (2U 

) <Z>*fli^ RNase H£flPx., 1 6t;t'2|»f, 2*1 (10U) 

0T4 DNA sKU ;* £#0*. 1 6 ^T* 5#Rg J 5f53-&fco 

[0 0 4 8] 

££>tC, roMfClO/ilOO. 5MEDTAl:MT?l^bm 150 
* 1 <D-7x.J — J\/ : ^7 o nfr J12± : -f V75Jl/7^3-;V (2 5:2 4:1)$: 

to*., mt'5, o"b~orpi' t*5#ra^&u ±ms:iiiiixbfe 0 m^nt^±m' 

IC, 10/ilO5M KOAc, 4 0 0 / nl©x^y-;V$:Mi#L, 15, 

1 6 . 10-3076279 
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0 0 Orpm T* 1 0$-mi&foLfc B 3S>i> IT# £ tlfcftJMfc 5 0 0 /tl©7 0% 
x# y -;i/T-?5fcVK «<jftft|k 2 5^ i©DEPC^il^I§7Ki:^bfc 

o 

[0 0 4 9] 
<IS2> E c o R I r #7*-(OttM 

fIit'#?>tlfe2*icDNA2 5/*l{ClO/il05XT4DNA 

(2 5 0mM Tris-HCl pH7. 6, 5 0 mM M g C 1 2 , 
5mM ATP, 5mM DTT, 2 5% (w/v) , PEG8 0 0 0) , Ec 
oRI7W-M10/{1 (1 0 ti g) £J:tf5 yt* 1 (5U) ©T4 DN 
A ligase?:M, 1 6 TJtCT 1 6 BSflfiLRJfcffe. 5 0 /t 1 07i;-;i/ : 
^nnt^i : >f VT^;i/T;i/=i-;i/ (2 5:24 : l) SriDiL, ^i^ffel 5, 
OOOrpm T'5^MU _h?§ £ EUR L £ „ 0J& l/fcJt»K, 5^10Q5M 
KOAc, 1 2 5 a 1 <D3L* J -)V*Mx.M&ls. -8 Ot:, 2 0^«, 
15, OOOrp. T'l Oftmm'bVfco Mltibtlfeftlife?: 200/tl® 
7 0%:n# y — ^/T«feV^ e<JRffift, 4 0 a 1 ©DEPC^SLtlS^lCg 

[0 0 5 0] 

t>fX^IbfecDNAl?||3iilt^gt 10 (EcoRI ^®t) 1/tl 
( 5 Ong) 1 1 /i lODEPC^ltfelf*, 4/il®5XT4 D 
NA U1C5XT4 DNA U #-1?$: AD^L^T* 3 
/S£-&fco 7z;-^/: ^ OD*;i/A : -f V7^7^3-^ (2 5:24:1 
)— jft.ffi-£4f-Wi,--5 /<■ 1 ( 5 /i-g-) (D y^e a s t t RN-A, 5 n 1 g> 5 MK Q A 

cfeiyti 2 5 /t i ©^i^ y -;i/$r*nx.^#L> - 8 otc 2 o^H?frai^ 15 

, 0 0 Orpm T* 1 O^KJI^Lfco 84* L T# £> *lfc£fc|» & 2 0 0 /ilO70 
%x* y-^-eSfcV*, e<J&<£ffe, 5 a 1 ©TE (1 OmM Tris-HCl 
pH8. 0, 1 mM EDTA) izmfflhfc. 
[0 0 5 1] 
<IS4> rty#-*?yy 

1 7 ffilE#5j2 10-3076279 
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X=g3 -e#ej*lfc^>f -^f-i/a y%kc DNA£G i gapack Packa 
g i n g Extracts (Stratagene) SrAJV^T-TSy >T— V># 
bfcc -T^t)t>. 0. Ug/Ml07^^-i/3>f cDNAMl/iliCdp 
y hMOF r e e z e — t h a w Extract 1 0 n ml S:iDAfc#, $ 
£IC, 3py h^#0) S o n i c Extract 1 5 ft 1 $:]t:t> iCiflx. «k <H 
#Lfc 0 M-e2«rlSfl««. 5 0 0 a 107t-»W (100 mM 
NaCl, lOmM MgS0 4 , 5 0 mM Tris/HCl pH7. 5, 

o. 01% -M^^y) £#nx., se>fc, 2 o # i njjN;vA£#03:£: o «t 

[0 0 5 2] 

MMffll (1) T'^&tlfeDNA^^BcaBest DNA label 
ing kit (Takara) £Mv>Ta- 32 P dCTPT'^IL 7*0- 
•f*ft§£Vf~ a rfiD^n-^&fflV^ ttrXgT?#e>*lfcJ|&4 0^D->C!)cD 

, »ADNA|ff)t0f^V^n->pUC 1 8/mB SSP-3/1-1 £W 

[0053] 

p UC 1 8/mB SSP-3/l-l©c DNA0^tt2, 5 9 7 M.M3$T* 
, 24411^5' #HB8R1£& 2 2 8 3 t&mtt <Z>aiR««, 7 0 i&^*f<Z> 3 

• #gBRffi«fr •£<pggfWBctt-feU y-fu^r—e K*>f > (7^@e 

5 1 7-7 6 6) - Kt6«*»»JTf«l<i"Jy^K^>f > (757 
: 8 5 — 1 5 7) &£mcX:fr^>^>- p-fe^-i/*-^ >U ^ K 
^-f> (75;iSf F^-f>l : 1 6 6 -2 6 6, F^>f>2 : 2 7 3-3 
7 2, K*>f >3 : 3 8 6~4 8 6) ZStfffiMffiife * > *9 St & 3 ~ K V^ 
-5 3 £#fD§e>*^&ofco P UC 1 8/mB SSP-3/l-lfflc DNAOig 

1 8 mflE^sp 10-3076279 
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[0 0 54] 

MfeW 2 . mB S S P - 3 <DN o r t h e r n blotting IC J: %>$&M 

(£j3mi) <DhVi/Juum*m%&z.£K*vm.m&&ML1z.. $e>ic, *nn 

^;i/A6 0 0 n 1 «ritr*.T£i$U 15, OOOrpm , 41CT'l 5^Mbfc 

o 2fc*B£[i!ifcU HHKLfc^KfBic l 5 o o n l <zw y zfurtj -;i/£fln 

*.T8I#U 15, OOOrpm, 4tT'3 0^i;0Lfe o 
[0 0 5 5] 

^tlfcV^XCDfl&Org-gp&tf^RN A©£fcjt£4 0 0 n 1 ODE PCMl 

t=.%k, nmiz'&^zyrf^yz? j )\s*-\Z7~uy hit. r&tc P uci8/m 

BSSP-3/1-1 &1RffiBB$E c o R I ^MsU #?J2. 7 kbp ©DNAi 

c:©^n-^&fJfM©^9^1K«-aJffi^e>W«L/fct o t a 1 RNA^yn 

-e*l"^*lCDjl>^>7-f ;i/#-£0. l%SDSm2xS 
S C (15 0 mM N a C 1 , 15 mM Sodium citrate) ^ 
2 0m 8bV*T. 0. lxSSC, 0. l%SDStCfx.65t, 30# 

3 0^W*^S*fe. 

V^*1 2. 7kbp (Ditg 3 <D&T*2b o fc„ 

[0 0 5 6] 

1 9 10-3076279 
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HhBSSP-3 cDNAg>?P- — y jf 

P-3 cDNA»r^&^H-;V7^fb K&/Bv*TS*3fe«S«U ^D-^ 
f£§gLfc„ Ztf>:/n-:/&J§v\ l!i4 0^i'n->(Z)thicDNA7>f^7'J 

-fc;*^ 1 ;- — pUCl 8/hBSSP-3^#fc. 

[0 0 5 7] 

pUC 1 8/hB S S P-3 c DN ACDHlRfl^tt, V?*BSSP-3 
cDNA^Hi{Ct'J>^Or7— ^F^-f> (T^JW.^^: 57 8~822 
) ^ n - Kf5 li^ y t-^ < ^ 'J > ^ > (7^;i#f :40~112 

F^>f>l : 117-217, K^>f>2 : 2 2 7~3 2 7, K*^f>3:3 
34—433, F^^f>4 :44 7~54 7) Sr^tf^fg^ >/^fC&n- Kb 

[0 0 5 8] 

V^XBSSP-3 c DN 7£«3t;fr ^^SC^tiS^tf) 

^XBSSP-3 7?te3oT?2D&(ZHC*r IT, HhBSSP-3 »4ot*$.SZ: 
£;W£>7b^&ofc. pUCl 8/hB S S P - 3 <7>^S@B#J£ <fct>**fj&-r&T 

^ j mmn^mi — 12 ic^-r 0 

[0 0 5 9] 

mmmA. bhBssp-3 cdna^j - K-r&afgi-feu ^^n-^y—g 

pUCl 8/hBS SP-3CDNA ^T^t* t. p d K C Rs<9 & - D N AWfJt & 

-SrPCR&tCiyjW^fUTBW^i-S-feU y^U^T-H hB S S P - 3 ftm 
y^^^FpdKCRXhBSSP-3 
[0 0 6 0] 

2 0 £f}§E#¥ 10-3076279 
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Itl^^7-fV-?:fflK pCR/T ryp s i nlly^* * F$:f>^L/- h 
£ LfcPCRS:fjK *G>MQl*:fflm&3k (E c o RI^J:l?Bsp MI) 
Tlgffcft, *&7 5bp©DNAW#=MM*-#SILfc. H«IC, thBSSP-3 

3- Kt5DNA0±^JCB s p MlfJM^lMI; 
tt;fa^5<fce>lC^1f^>Lfc:7°^>f'V-£JgV^ P dKCR/hBSSP-3l: 
h£L£PCR£?Tl\ ^Ogtt&ffiHSmi (B s p MI33i:tfB 
pu 1102 1) T«t, DNA^#i-ffll?l/fc, 
[0 0 6 1] 

FiZzi- KtSDNA^h t: hB s SP-30^1^>;\^I^n- K-f&D 

NAl^t #&&C?£^, ftffiBBlR (B s p MISitfBpu 1102 1) 
X'WMitVfev dKCR/hB S S P - 3 # - iZ^^f >f- %/ 3 > U ^HI 

jmi o 9 &7£fc^si£-fr£ 0 ^K^mbfe=tnn-©e>t»e65h-rs^^^D 

NA$:-^t?3n^-S:P CR&IC J: UfitfgU ^JE^X* K. (p dKCR/T 
rp-hBSSP-3) *%tz. 0 
[0 0 6 2] 

(2) COS- immz-&tfz>%&% 

mmm± (1) T«bfc^^7l^DNA?:U/K7x^f> (Life 
Technologies) S:fflV^COS- 1 jflflfl&tC h7>^7i^i/a>b 
fee -ffcfctK itlgl 0cm<Z)^#M^>f S/a. (Corning, 430167) 
tCl 0%*^MW.ffnm*&tt#)h^^(F>m'bMmiftj&. fDMEM, -rtKW) -r- 

cos- imm*5x i o 5 $Mgx.&/u£ 0 sh, opti -memjsmi& (l 

ife Technologies) 5ml^$flflg£ y >x if LV> 5ml(£> 

Opt i-MEM^&M, 3 7iCT'2H^iLf- 0 
[0 0 6 3] 

ig*^ -5 s -f S/a l*fc&£ »J, ±j&<D-7^X$ Kl m g^3i:^UjK7ai^^> 
5Ag©Mm, 3 7°C-e5^r4^#bfe 0 ^#^> Opti-MEM§i 



2 1 



ffi§E#¥ 10-3076279 



9-213969 



£5ml;&nx., -£ffl Oml£ U 3 7TCT' 7 2H^f Lt c »^»ffKl 

T, 3831 >^*^ Kp d KCR©^^COS- lili:b7>^7x^i/a>L 

[0 0 6 4] 

(3) »5R*Stt©«I£ 
H;6£fll4 (1) 7?#&*lfc#*±»»f»©M*gtt&»jfeLfc. i-fcfcfcV CO 
S- ltt©«IJ:|4 5 a 1 JC^^U^-if (1 Omg/ml, B i o z ym 
e Laboratories) 5 fi 1 £^5fn 3 7 r:X* 2 B#f^KJS£-fr£o 
#ac, DMSOfCiibMlfBoc-Phe-Ser-Arg-MPA ( 
*^KW25Bt) £0. 1M Tris/HCl, pH8. OT'^lfcO. 2 

5nm, £3fetft*5 3 5 nmtc£tf £4£ft£$f£ 0£ o Trp-hBSS 

P-3 iMlfcco s- ljttJteoWJtS&x^^n^-^tg-ffcUfci^K:© 

z&^>mm * y^v its * z. £ #w e> a* * * o £ 0 

[0 0 6 5] 

*>f <*9B* y ^ t^c gf^a 'O s>> - bir^ 

i ~d(dv y ytfji K*>f 3 o©^^^o^>- i^-fe^^ — s/^tM > y 

, V)^BSSP-3 m R N A#*Jjt$lC§& < $|3g L T V"* <5 B&tf) ? 

[0 0 6 6] 

2 2 ffiiE^ 5 ? 10-3076279 
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cDNA^^D-'/CLT, t McDNA7>f 
^7'J-*?)hhBSSP-3 cDNA$:fmii:lc^Lfe 0 
, *$&m^*>l$. khBSSP-3 cDNA^V)^BSSP-3 cDNA 

[0 0 6 7] 

$ e>lC2|s:#g^#^tt, fchBSSP-3 cDNA©9^t'J>^Df7-t' 

So tfe^ot, MCY^/^BSSP-S cDNAfcilJtv^^BSSP 
-3 c DNA^n- K UT v\.g>$T?gfifg# >A#f(te> Z-m-W^mB^T 1 * 

[0 0 6 8] 

0thBSSP-3 cDNAfcitFtbBSSP-3 cDNA^n-Klt 
[Q0 6 91 

2 3 tfiiiE#¥ 10-3076279 
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[0 0 7 0] 
BB#I## : 1 

mm<DMz : 2 0 

BJ#Jtf>SI8I : Synthetic DNA 

mn 

GTGCTCACNG CNGCBCAYTG 
[0 0 7 1] 
BJ#J## : 2 
@H?tI©^$ : 2 0 

mom : 

@B#Jtf>SI£g :Synthetic DNA 
AGCGGNCCNC CDGARTCVCC 
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mi} 

01ttv"^ • -feU >^Df7- if Srn - F"3"£ c DN A©*&S@B#[C7)— 3P# 
[02] 

[03] 

03&V?;*. - -fell >zfU^y-M £n- c D N A©i&*@B#l<Z>— 

[04] 

04 • t'J>^Df7-€l:a - Ki-§ c D N A <DWlSzWM<Z> — 

[05] 

^5tt70X • -fe y >^D^T-if S:=2- Kt5 c D N ACDl&Mg?U(Z>— gp# 
[0 6] 

0 6«V^7X • -fey >^"D^T-if K"** c DN A0D3fc£HH&J©— gP# 

[07] 

07 tit: h - -fey >^n^7-i£ fcn- Ki"£ c DN A©8U£6J#r©— 

[08] 

@8}it h • -fey >^n^T-if c D N A 0Dj&S@B#J<5D— 3P3\ 

[09] 

09 lit h • t'J>ynf7-t*5:3- R-T£ c DN A<z>S6M2#|©— ffls^h 

[010] 

2 5 mSE#^ 10-3076279 
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[011] 

BilttHh- •fey>^'n^y~-gfe3-K-r&eDNA<Djfc3£BB^rfg>— »j» 

[01 2] 

012 tttf • % U > -jr'n^r? -t^n-KfScDNA ©tfi3£BI*tf©— 

, ftrrttiKttjSi-sy^M^j&j^r. 

[013] 

thern blotting©^ *^ScI&01?$) »J , 0TO?lt$>S. 
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